Abstract
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study, the optimal time of the alkali treatment was determined for mouse
Materials and methods

67
Animals
68
Hybrid (B6D2F 1 ) male mice (7-12 weeks of age) were used in this study. The 
Collection and treatment of mouse spermatozoa
74
Dense masses of mature spermatozoa were collected from the cauda 75 epididymidis and placed at the bottom of a 1.5-mL polypropylene microcentrifuge 76 tube containing 1.2 mL of modified TYH medium 8 cover slips were placed on the slides and then stored at 4°C for 10 min.
then further 1 h at 37°C in lysis buffer composed of 2.5 mol L -1 NaCl, 50 mmol 105 L -1 EDTA-Na, 10 mmol L -1 Tris-HCl (pH 10), 1% (v/v) Triton X-100, and 10 106 mmol L -1 DL-dithiothreitol (Sigma-Aldrich, Buchs, Switzerland).
107
The slides were washed three times (3 min each) with cold water (4°C).
108
Subsequently, the slides were immersed for exactly 1, 5, 10, and 20 min in 300 The mean % tail DNAs were compared by analysis of variance (ANOVA)
123
followed by Fisher's least significant difference for multiple comparisons.
In each instance of alkali treatment, MMS-induced DNA damage clearly 128 showed a dose-dependent increase (Fig. 1) . Alkali treatment contributed to the 
138
In contrast, no significant difference of the damage was seen at this dose when 139 alkali treatment was carried out for 20 min (Fig. 3) .
140
In the standard alkaline comet assay on mouse skin keratinocytes, long-term could be detected at the doses of 50 μmol L -1 or more (Fig. 4) Fig. 5A ; 11.2%, Fig. 5B ) than 154 that in mouse spermatozoa (3.53%, Fig. 1 ; 4.40%, Fig. 3 ; 10.5%, Fig. 4 ), being 155 similar to the baseline in somatic cells.
156
According to the present A/N protocol, alkali treatment carried out for 1 min four independent experiments were performed with one mouse in each experiment.
227
Treatment with NaOH was carried out to unwind the spermatozoal DNA for 1 and 
